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NECKER 6 p u b l i z i e r t e n ,  A 1 m i t  d e r  v o n  BRESCH 5 a ls  E s t e r  
de s  P h o r b o l s ,  C20H2sO6 v, e r k a n n t e n  S u b s t a n z .  D e r  b i s h e r  
u n b e k a n n t e  W i r k s t o f f  AsS k o n n t e  a ls  P a l m i t i n s / i u r e -  u n d  
E s s i g s / i u r e e s t e r  d e s  P h o r b o l s  i d e n t i f i z i e r t  w e r d e n .  E r  
b e s i t z t  d ie  B r u t t o z u s a m m e n s e t z u n g  C3sH60Os, i s t  e n t -  
z f ind l ich ,  t o x i s c h  u n d  c o c a r c i n o g e n  e b e n s o  w i r k s a m  wie  
A1, B 1 u n d  B 2 u n d  1/isst s i ch  wie  d i e se  m i t  p - N i t r o a z o -  
b e n z o l c a r b o n s / i u r e ( 4 ) - c h l o r i d  zu  k r i s t a l l i s i e r e n d e n  Azo -  
d e r i v a t e n  u m s e t z e n .  

Summary. 4 c o c a r c i n o g e n i c  c o m p o u n d s  h a v e  b e e n  i so-  
l a t e d  f r o m  c r o t o n  oil  b y  c o m b i n a t i o n  of  c o u n t e r c u r r e n t  
d i s t r i b u t i o n  a n d  c o l u m n  c h r o m a t o g r a p h y  w i t h o u t  c h e m i -  
ca l  p r o c e d u r e s .  T h e  h i t h e r t o  u n k n o w n  c o m p o n e n t  A 3 is 
d e s c r i b e d  as  a n  ace t i c  a c id  a n d  p a l m i t i c  a c id  ' P h o r b o l d i -  
e s t e r '  w i t h  t h e  f o r m u l a  CasH6oOs. 
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Rapid Electron Microscopic  S a m p l i n g  of S ingle  
Bacter iophage  P laques  

A r a p i d  r o u t i n e  m e t h o d  w a s  d e v e l o p e d  w h i c h  p e r m i t s  
t h e  v i s u a l i z a t i o n  b y  n e g a t i v e  s t a i n i n g  of  b a c t e r i o p h a g e  
p a r t i c l e s  f r o m  s ing le  p l a q u e s .  A t u b u l a r  p iece  of  g l a s s  o r  
m e t a l  w i t h  a t  l e a s t  one  w e l l - f l a t t e n e d  end ,  a n  i n n e r  d i a -  
m e t e r  of  a b o u t  5 m m  a n d  a l e n g t h  of  a b o u t  10 m m  is 

p u s h e d  i n t o  t h e  a g a r  o v e r  t h e  p l a q u e  to  be  i n v e s t i g a t e d .  
I n  t h e  wel l  so  c r e a t e d ,  t w o  d r o p s  of a n  a q u e o u s  s o l u t i o n  
of  1 %  a m m o n i u m  a c e t a t e ,  0 . 8 %  s u c r o s e  a n d  a t r a c e  of  
b o v i n e  s e r u m  a l b u m i n  a r e  d e p o s i t e d  w i t h  a f ine  p i p e t t e .  
A l t e r n a t i v e l y  2 - 4 %  a m m o n i u m  a c e t a t e  s o l u t i o n  w i t h  a 
t r a c e  of  b o v i n e  s e r u m  a l b u m i n ,  to  a s s i s t  s p r e a d i n g ,  h a s  
b e e n  u s e d .  T h e  f lu id  is a s p i r a t e d  a n d  e x p e l l e d  a f ew t i m e s  
w i t h  t h e  s a m e  b u t  p r e v i o u s l y  e m p t i e d  p i p e t t e  a l m o s t  in  
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c o n t a c t  w i t h  t he  p laque  surface,  especial ly  w h e n  t he  f luid 
is m o v i n g  downwards .  A s p i r a t i o n  of aga r  is to  be avoided .  
The  resu l t ing  suspens ion  is t h o r o u g h l y  mixed  w i t h  a n  
equa l  vo lume  of 2% sod ium p h o s p h o t u n g s t a t e  so lu t ion  
of p H  7.0 in a sma l l  p o l y e t h y l e n e  conta iner .  A d rop  of 
t h e  m i x t u r e  is t h e n  p laced  on  a co l lod ion -and-ca rbon  
coa ted  copper  grid a n d  w i t h d r a w n  i m m e d i a t e l y  w i t h  t h e  
same p ipe t t e  or  w i t h  f i l te r  paper .  As soon as the  p r epa ra -  
t i on  ha s  dried,  i t  is e x a m i n e d  in an  e lec t ron  microscope 
w i t h  double  condense r  i l l umina t ion .  

Besides  some bac te r ia ,  severa l  b a c t e r i o p h a g e  par t ic les  
are n e a r l y  a lways  found  on  s cann ing  t he  f i rs t  p r e p a r a t i o n  
m a d e  f rom the  mix tu re ,  w h i c h  is k e p t  a t  h a n d  u n t i l  t h e  
morpho log ica l  t y p e  of t he  b a c t e r i o p h a g e  is docume n t ed .  
E v e n  smal l  p l aques  usua l ly  yie ld  a suff ic ient  n u m b e r  of 
par t ic les .  I n  th i s  way  i t  is, for  ins tance ,  possible  to  dif- 
f e r en t i a t e  b e t w e e n  a m i x t u r e  of morpholog ica l ly  d i f fe ren t  

bac t e r i ophages  caus ing  d i f fe ren t  p laques  on  one h a n d  a n d  
a morpho log ica l ly  un i fo rm p o p u l a t i o n  of bac t e r i ophages  
caus ing  d i f fe ren t  p laque  t ypes  in  one a n d  the  same P e t r i  
d ish  on  ti le o t h e r  hand .  

Zusammen/assung. B e s c h r e i b u n g  e iner  PrSoparations- 
t echn ik ,  d u r c h  die yon  e inze lnen  m i t  e inem kurzen  Glas-  
oder  Meta l l zy l inde r  yon  der  U m g e b u n g  a b g e g r e n z t e n  
P laques  m i t  zwei Tropfen  S u s p e n s i o n s m e d i u m  gent igend 
B a k t e r i o p h a g e n  ftir e ine U n t e r s u c h u n g  im Nega t iv -  
k o n t r a s t v e r f a h r e n  gewonnen  werden.  
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Rodent Preimplantation Stages: Mounting 'in 
toto' and Alterations Due to Anisotonic Solutions 

Whi le  d e m o n s t r a t i n g  e n z y m e  reac t ions  of the  whole  
egg w i t h  t he  e m p l o y m e n t  of t h e  m o u n t i n g  ' i n  t o to '  t ech -  
n ique  1 a f t e r  successful  reac t ion ,  we obse rved  in  more  
t h a n  2000 e x a m i n e d  eggs of t he  whi t e  r a t  and  the  golden 
h a m s t e r  (Mesocricetus auratus Wate rhouse ) ,  t h a t  even  
s l igh t ly  an i so ton ic  so lu t ions  cause  severe  a l t e r a t i ons  in 
shape  a n d  size of the  eggs. C o n c o m i t a n t  w i t h  these  a l t e ra -  
t ions  are in t r ace l lu l a r  a r te fac ts ,  wh ich  m a k e  i t  d i f f icul t  
to  d r aw  correc t  conclus ions  (see F igures  1-3). W e  h a d  
n o t  cons idered  suff ic ient ly  th i s  fac t  in  a p r e l i m i n a r y  no te  2. 

B y  pe r fo rming  t he  r eac t ion  on  free eggs, as is r equ i red  
for ce r t a in  e n z y m e  reac t ions  3, those  a l t e r a t i ons  are 

avo idab le  on ly  if exclus ively  i so tonic  solut ions  are used 
pr io r  to  m o u n t i n g .  Dev ia t i ons  of i so ton ic i ty  f r e q u e n t l y  
occur  du r ing  m o u n t i n g  w i t h  p a s t i n g  ti le eggs on  a slide, 
w h e n  t h e  smal l  a m o u n t  of so lu t ion  s u r r o u n d i n g  t h e  egg 
becomes  h y p e r t o n i c  t h r o u g h  evapora t i on .  F ina l ly ,  t he  
eggs s h r i n k  in spi te  of good p r e s e rv a t i o n  a f te r  i ncuba t ion .  
There fore  a t t e n t i o n  m u s t  be  d i rec ted  also to a su i t ab le  
m o u n t i n g  t echn ique .  

Mounting procedure. Apply ing  t h e  fol lowing procedure ,  
we h a v e  succeeded in p r e p a r i n g  whole eggs which,  a f t e r  
t h e  e n z y m e  r eac t i on  w i t h  i so tonic  solut ions,  differ n e i t h e r  
in  size n o r  in  shape  f rom r ecen t ly  ga ined  t u b a l  eggs (see 
F igure  4). 

The  eggs r e a d y  for m o u n t i n g  are t r ans fe r r ed  in Ty rode ' s  
so lu t ion  or ill f ix ing agent .  Pre fe rab ly ,  one egg a t  a t ime  
is a sp i r a t ed  b y  a f inely d r a w n  glass p ipe t t e  an d  b r o u g h t  
on  a clean slide coa ted  i m m e d i a t e l y  before  m o u n t i n g  w i t h  
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Fig. la. 2-cell stage, R 505~, calculated age 57 h, glucose-6-phosphate 
dehydrogenase, x500. Hypertonic incubation solution. Shape 
rather well preserved. Size excessively diminished. Nucleoli hardly 
recognizable. Due to artefacts the cleavage plane and the peripheral 
zones of both blastomeres seem to be flee of the reaction product. 

Fig. lb. 2-cell stage, R 73, calculated age 57 h, DPNH-diaphorase, 
x 500. Hypotonic incubation solution. Marked deformation of both 

blastomeres. Size hardly altered because of subsequent shrinkage in 
the relatively hypertonic Tyrode's solution. The peripheral zones of 

both blastomeres seem to contain no reaction product. 

Fig. lc. 2-cell stage, R 505, calculated age 57 h, DPNH-diaphorase, 
• 500. Solutions isotonic. Shape and size not altered. Correct distri- 

bution of the reaction product. 


